Supplemental
. Optogenetic stimulation does not suppress feeding in wild-type Vgat-Cre littermate mice. (A) Graph showing the pairing of action potential frequency in arcuate NPY neurons (n = 10 neurons from 3 mice) before (control) and during photostimulation of aBNST Vgat axons. ** p<0.01 (paired ttest; t (9) = 3.33, p = 0.009). (B) Diagram of the aBNST in Vgat-Cre or wild-type (WT) mice injected with either cre-dependent ChR2-mCherry or YFP. (C-F) Cumulative food intake following an overnight fast during (shaded area) and after photostimulation in WT (C and E) or Vgat-Cre (D and F) mice injected with ChR2-mCherry (C,E and F) or YFP (D) into the aBNST. Food intake was measured without (nonstimulated, red) and with photostimulation (stimulated, blue) by optical fibers placed within (C and D) or ~0.9 mm dorsal (E and F) to the arcuate nucleus. Mean ± SEM. (C) N = 9 mice, 2-way RM ANOVA (Interaction: f (6,96) = 0.18, p = 0.98; stimulation: f (1,16) = 0.14, p = 0.71). (D) N= 4 mice, 2-way RM ANOVA (Interaction: f (6,36) = 0.74, p = 0.62; stimulation: f (1,6) = 0.47, p = 0.52). (E) N = 10 mice, 2way RM ANOVA (Interaction: f (6,108) = 0.23, p = 0.97; stimulation: f (1,18) = 0.32, p = 0.58). (F) N = 9 mice, 2-way RM ANOVA (Interaction: f (6,96) = 0.58, p = 0.75; stimulation: f (1,16) = 0.22, p = 0.64). WT (B and C) and Pnoc-eGFP (D) littermate mice injected with DOGCre and ChR2-mCherry into the aBNST during (shaded area) and after photostimulation of the arcuate nucleus. Food intake was measured without (non-stimulated, red) and with photostimulation (stimulated, blue) by optical fibers placed within (B) or ~0.6 mm dorsal (C and D) to the arcuate nucleus. Mean ± SEM. (B) N = 4 mice. 2-way RM ANOVA (Interaction: f (6,36) = 0.51, p = 0.80; stimulation: f (1,6) = 1.64, p = 0.25). (C) N = 4 mice. 2-way RM ANOVA (Interaction: f (6,36) = 0.09, p = 1.00; stimulation: f (1,6) = 0.03, p = 0.87). (D) N = 7 mice. 2-way RM ANOVA (Interaction: f (6,72) = 0.60, p = 0.73; stimulation: f (1,12) = 1.06, p = 0.32). (E) Line diagram of the septum (shaded red) in Pnoc-eGFP mice (left) injected with DOGCre and ChR2-mCherry into the septum. Representative expression of ChR2-mCherry is shown in the right panel (n = 5). Scale bar is 200 µm. a.c., anterior commissure. (F) Cumulative food intake in Pnoc-eGFP mice injected with ChR2-mCherry into the septum during (shaded area) and after photostimulation of the arcuate nucleus. Food intake was measured without (non-stimulated, red) and with photostimulation (stimulated, blue). Mean ± SEM, n = 5 mice. 2-way RM ANOVA (Interaction: f (6,48) = 0.30, p = 0.93; stimulation: f (1,8) = 0.02, p = 0.88). µm and 100 µm for low and high magnification images, respectively. (G) Expression of mCherry labelled neurons outside of the BNST and the hypothalamus. Mean ± SEM from 3 mice. BMA, basomedial amygdala; CeA, central amygdala; c.c., corpus callosum; DS, dorsal subiculum; Cg, cingulate cortex; hippo., hippocampus; LS, lateral septum; MeA, medial amygdala; MS, medial septum; Olfact. n., olfactory nucleus; opt., optic tract; OFC, orbital frontal cortex; RS, retrosplenial cortex; VS, ventral subiculum.

